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DECLARATION OF INVENTOR JAY LENG 



A 1 



As a belowKtiamed inventor, I hereby declare that: . 

1. I am an original, first and j oint inventor of the subject matter which is claimed and for 
which a patent is sought on the invention entitled: "CELL PROLIFERATION ASSAY," 
Application Serial No, 09/559,874 ("The 6 874 application"). I am familiar with prosecution of 
the '874 application. 

2. I have performed experiments, as set forth in Exhibit A, to confirm the correlation 
between cell viability and bioluntinescence, as set forth in the teachings of the '874 application. 

3 . The experiment shown in Exhibit A provides an assay whereby two cell concentrations 
(12500 cells/well and 195 cells/well) are measured for cell proliferation with and without 
Cytochalasin D, an inhibitor of cell proliferation. Two different assays were utilized, an MTS 
assay, a commonly accepted method of assaying for cell proliferation, and a Luciferase Assay, 
according to the teachings of the '874 application. 

4. The results of the assays set forth in Exhibit A demonstrate; that the luciferase assay, as 
described in the teachings of the *874 application, when compared to the results of an MTS 
assay, demonstrate the ability of the luciferase assay to measure cell proliferation. As compared 
to the MTS assay, the luciferase assay showed cell proliferation in the absence of Cytochalasin D 
and inhibition of proliferation in the presence of Cytochalasin D, at both cell concentration levels 
by measuring bioluminescence. 

5. The results of the experiments set forth in Exhibit A confirm the existence of a 
correlation between cell viability and bioluminescence. 
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6. I hereby declare that all statementa made herein of my own knowledge are trite and that 
all statements made on information and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment or both, under Section 1001 of Title 18 of the United States 
Code and that such willful false statements may jeopardize the validity of the application or any 
patent issued thereon. 



Dated; 





Gray Caiy\GTifi3JG093.1 
105175-159906 



Received from < > at 7/14/03 7:39:10 PM [Eastern Daylight Time] 



UNI if)DIK3H0 



JUL. 14.2003 4:42PM GRAY CARY GT 



NO. 835 P. 15/19 



In re Application of J. Leng 
Application No.: 09/559,874 
Filed: April 25, 2000 

Exhibit A to Declaration of Jay Leng - Page 1 



PATENT 

Attorney Docket No.: CHEM1100 



EXHIBIT A 

Comparison of MTS and Lnciferase assays in the presence and absence of Cvtochalasin D 
Cell Culture 

• HTM 080 R. Luciferase stable cells were seeded at 2 concentrations (12000 cells/well and 195 
cells/well) in lOOuL of DMEM + 10% FCS for 4 hours @ 37° C. 

• 50 uL of DMEM + 10% FCS (+-/- 3ug/mL Cytochalasin D) was added to the wells and 
incubated for 24 hours @ 37° C 



MTS detection 

1 . 20uL of MTS solution was added to each well and incubated for 1 .5 hours @ 37° C. 

2. Read plate at 490nm. 



Results: 
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Figure 1 : Bar graph of cell proliferation results of MTS assay at concentrations of 12500 cells/well 
and 195 cells/well 



Luciferase detection 

1. Media waa aspirated from the wells 

2. Cells were lysed with 25uL of IX Passive Lysis Buffer for 1 5 minutes @ 25° C. 

3. Transferred the solution to a luminometer plate 

4. Read luminescence (ISOuL injection with 15 sec integration) 



Results: 
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Luciferase Assay (RLXT) 
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Figure 2: Bar graph of cell proliferation results of Luciferase assay at concentrations of 12500 
cells/well and 19S cells/well. 



Figure 3; Comparison of percent inhibition detected by MTS assay versus percent inhibition 
detected by Luciferase assay at concentrations of 12500 cells/well and 195 cells/well. 
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